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Figure 3 

LDH Gene Inactivation by 
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Figure 4 

LDH Gene Inactivation by Double-Crossover Recombination 
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LDH Gene In activation and Heterologous PDC Ge**e Expression 




methylate 

linearize and transform 



Linear plasmid DNA 



Km R ^ P<K, 




x I 



recombination 



X 



Chromosomal DNA 
P + ,KmS) 



Idh 



lp 



Chromosomal DNA 
(Idfr* Km R , pete*} 



integration 



Km R pdc. 



ldh 



IP 



05-JPN-2001 11:50 FROM -~ 1 THERS S. ROGERS TO J12025089299 P. 28 

' ' • • Wo 

Figure 6 

Expression of PDC 

Construct 1 (cloned in pBST22) 



LDH promoter from PDC from Z mobilis 
B stearothermophilus 
NCA 1503 
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LDH promoter from PDC from Z mobilis 
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Construct 3 (cloned in pFCl) 



LDH promoter from PDC5 from & cerevisiae 
Bacillus sp. LN 



05-JAN-2001 11=50 FROM wlTHERS & ROGERS 

7//o 



TO . J 12025089299 



P. 29 



Figure 7. LDH promoter sequence from Bacillus LN 

AGGGCAATCTGAAAGCnj^GGJUUUiTTCCTTTCG - 60 

GCACT(^TATTATATAGGCATrACX^ - 120 

ACTGCTTGATGTAArTGGATGTGATGATACA7^AaflTAATGTTG TGTAAACAAAAT<STTAA - 180 

Cfi&A&AftGACAARTrYCAl TCATAGTTGATACTT^ - 240 

TATATO^TCTATGAGC^GTTTC^^ - 300 
G 
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Figure io Construction of an Artificial PDC operon 
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